Abstract: Histones are a major component of chromatin, the nucleoprotein complex fundamental to regulating transcription, facilitating cell division, and maintaining genome integrity in almost all eukaryotes. In addition to canonical, replication-dependent histones, replication-independent histone variants exist in most eukaryotes. In recent years, steady progress has been made in understanding how histone variants assemble, their involvement in development, mitosis, transcription, and genome repair. In this review, we will focus on the localization of the major histone variants H3.3, CENP-A, H2A.Z, and macroH2A, as well as how these variants have evolved, their structural differences, and their functional significance in vivo.
Introduction
A canonical nucleosome wraps ~147 bp of DNA and is comprised of two copies of four histone proteins: H3, H4, H2A, and H2B [1] . This basic unit is repeated and forms a 10-nm chromatin fiber, the higher order folding of which has been a recent subject of much debate [2] [3] [4] [5] . This debate has led to an emerging concept that the chromatin fiber is likely highly plastic and tunable. Chromatin allows
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for tight regulation of transcription, facilitates faithful segregation of chromosomes during cell division, and prevents DNA damage [6, 7] . The use of the artificial LacO/LacI systems in combination with GFP-tagged proteins and derived systems has proven to be instrumental in assessing chromatin remodeling and fiber dynamics (reviewed in [8, 9] ). Indeed, combining single-nucleosome imaging with Monte Carlo computer simulations has shown that nucleosome dynamics can drive chromatin accessibility [10] . Recently, super-resolution microscopy showed that in vivo, nucleosomes are grouped in discrete domains along the chromatin fiber, where each cluster of nucleosomes differs in size, arguing against the possibility of uniform folding across the genome [11] [12] [13] [14] . Despite these advances, the forces which act upon nucleosomal arrays to create distinctive clusters, how such arrays are maintained, whether such folding is driven by homogeneity or heterogeneity in histone variant composition, and how discrete folded arrays influence chromosomal domains, all remain exciting unanswered questions in the field.
Besides the canonical histones H3.1, H4, H2A and H2B, variants of these histones exist in vivo (Table 1) . Such variants are thought to encode specialized nucleosomes with altered DNA-histone interaction and unique post-translational modifications (PTMs). Histone variants not only differ in sequence from their canonical counterparts, the timing of their expression is also different. Whereas canonical histones are expressed and incorporated during S phase, histone variants are spatiotemporally uncoupled from the regulation imposed on canonical histones. Thus, the composition of chromatin can be dynamic, changing throughout the cell cycle. Histone variants play important roles during development (reviewed in [15] ), and mis-regulation of histone variants have been linked to cancer as they potentially alter gene expression and introduce genomic instability.
Consequently, understanding where and how histone variants are deposited into chromatin is an important biological question. The simplest possibility is that histone variants are opportunistic occupiers. An alternative possibility is that histone variants display spatiotemporal exclusivity occupying only specific loci, or at specific times during the cell cycle or gene activation. Recent data suggests that both models may be viable ( Figure 1 ). As discussed below, depending on the spatiotemporal context, some histone variants can be deposited in an opportunistic fashion, or adhere to exclusive genomic loci. The same histone variant may behave differently depending on the presence or absence of preferred chaperones, or binding partners, and the number of molecules available relative to competitor histone. Recent data suggest that the dynamic interplay between histone variants and chaperones may act as a molecular rheostat, permitting the nucleus to fine-tune the genomic distribution of the histone variants not simply for long-term maintenance of domains, but for rapid response to stimuli. As we discuss later, perturbation of these states might shift this molecular rheostat of genome stability, contributing to disease or disease progression. Without the replication fork guiding the site of assembly, why do histone variants localize to sites where they are found? Two models exist. In the opportunistic model (A) histone variants are deposited in the chromatin once a nucleosome free region is presented, irrespective of the underlying DNA sequence or chromatin context. In the selective model (B) histone variants are deposited in either a sequence-specific manner, (such as a TATA box) via pre-bound transcription factors or associated transcription machinery, or through its chaperone. TSS = Transcription Start Site.
H3.3
Despite divergent amino-acid sequences, the overall structures of nucleosomes containing histone variants are surprisingly similar to canonical nucleosomes ( Figure 2 ). For instance, histone variant H3.3 only differs by five amino acids from the canonical H3.1, and their crystal structures are super-imposable (Figure 2A,B) [1, 32, 33] . Interestingly, H3.3-specific residues are located on the accessible surfaces of H3/H4 tetramer, thus potentially selecting for H3.3-specific chaperones, rather than specifically altering the structure.
The two major histone H3 variants (H3.1 and H3.3) have been proposed to have evolved independently four times with H3.3 thought to be the ancestral H3 [34] . Interestingly, the amino-acid sequences of the two H3 variants are remarkably similar across the eukaryotic tree, emphasizing how stringent the purifying selection is on H3, including several PTM sites [34, 35] . In many species, the derived H3.1 has become the canonical variant and is exclusively loaded during S phase [33] , whereas H3.3 can be incorporated throughout the cell cycle, functioning as a replacement histone during transcription and DNA repair processes after depletion of H3.1 [36] .
In mammals, H3.3 is encoded by two genes: H3F3A and H3F3B (Table 1 ). In mice, H3f3a mutants are viable to adulthood, although males show dysmorphic spermatozoa correlating with reduced male fertility, the basis of which is not fully understood [37] . H3f3a is expressed ubiquitously during mouse embryonic development until day E13.5, as well as adult heart, kidney, brain, testes, and ovaries [38] . In another series of experiments, a retroviral gene trap insertion of H3f3a created a hypomorphic mutation. The resulting mutant mice were indistinguishable from wild-type mice at birth, but nevertheless 50% died within 24 hours. Surviving mutant mice displayed retarded growth, impaired neuromuscular activity, and reduced fertility [38] , pointing to the importance of the H3f3a in maintaining proper cellular activity. The phenotype for the H3f3b knockout was even equally severe, with 50% of H3f3b knock-out embryos dying during the second half of embryogenesis. Most of these embryos exhibited abnormal development indicative of a broad failure of embryonic growth [39] . An even more dramatic phenotype was observed when both H3.3s were knocked-down by morpholinos [40] , or with siRNAs [40] . Morpholino disruption of H3.3 in Xenopus resulted in defects in late gastrulation, a phenotype mimicked by knock-down of the H3.3 chaperone HIRA (Table 1 ) [40] . Knock-down of both H3.3 genes in mouse oocytes resulted in arrest in early blastocyte stage. This phenotype is exclusively dependent on the maternal H3.3 pool to regulate the reactivation of imprinted genes in both the maternal and paternal genome [41] , since the paternal genome has not yet been activated. Finally, a role for H3.3 in establishing heterochromatin at endogenous retroviral elements in mouse embryonic stem cells has been shown [42] . Altogether, these targeted gene disruption studies emphasize the importance of H3.3 in regulating various stages of development.
Independent of its importance in development, in slow dividing or non-replicative cells, H3.3 also accumulates at transcribed regions and sites of DNA repair [43] . Not only is H3.3 enriched at these genomic regions, it can also induce senescence together with its cleaved version (1-21 aa), which is incorporated into the chromatin by the chaperone HUCA complex, and subsequently represses the transcription of cell cycle regulators, presumably due to the loss of N-terminal modifications [43] . Crystal structures of nucleosomes containing histone variants. In each panel the nucleosome is shown in top and side view. In general, the colors used are red for H3, green for H4, blue for H2A, yellow for H2B, and grey for DNA. For the nucleosomes with histone variants (B-F) boxed areas and corresponding insets magnify specific differences between the canonical nucleosome (A) and the respective variant nucleosome. In (B) pink marks H3.3, a variant that differ from the canonical histone H3.1 by five amino acids, four of which are in alpha helix 2 of the histone fold domain and directly interact with H4 (box). These residues allow the CAF1, and HIRA and DAXX chaperones to discriminate between H3.1 and H3.3, respectively. To highlight these differences, one pair of H2A/H2B was peeled away from the top view. In (C) the centromere-specific CENP-A (in salmon) nucleosome is shown. This nucleosome wraps ~121 bp compared to ~147 in all other nucleosomes. This is due to a shorter alpha N helix (box 1 and 1') and a longer loop 1 (box 2 and 2'). In (D) the heterotypic CENP-A/H3.3 nucleosome is shown using the respective colors for CENP-A and H3.3. This heterotypic nucleosome displays the independent structural characteristics unique to the two histone variants, where box D1 and D2 correspond to C1 and C2 respectively, and wraps DNA with a bimodal length distribution: 133 bp or canonical 147 bp. In (E) the structure of H2A.Z nucleosome is shown, where H2A.Z is colored cyan. Despite only having 60% sequence similarity to the canonical H2A, H2A.Z nucleosome is structurally almost identical to (A) and wraps ~147 bp. The extended acidic patch of H2A.Z, that is thought to be important for its unique functions (see text), is highlighted by a box. Finally, in (F), the macroH2A nucleosome is shown. Because the linker between the histone fold domain and the macro domain of macroH2A is too flexible, it could not be crystallized. Therefore, the macro domain and the histone fold domain were crystallized separately and here only the histone fold domain is shown. To highlight the flexible and hydrophobic loop1-loop1 interface with a box, one dimer of macroH2A/H2B is peeled away in the top view. The crystal structures were obtained from the RCSB Protein Data Bank using the following identification codes: (A) 1AOI; (B) 3AV2; (C) 3AN2; (D) 3WTP; (E) 1F66; and (F) 1U35 and visualized using PyMOL software version 1.7.6.0 (Schrödinger, Cambridge, MD, USA, 2015).
These observations above suggest that H3.3 can choose either the opportunistic or selective model ( Figure 1 ). For example, in embryogenesis, retroviral elements and imprinted genes are specifically targeted by H3.3, and in senescent cells H3.3 targets cycle regulators. In contrast, H3.3 and its cleaved version can be incorporated at any transcribed region and site of DNA repair at the expense of H3.1 that was deposited during replication.
The quantity, genomic localization, and developmental timing of deposition of H3.3 are essential for a healthy cell. Any mis-regulation or mutation of H3.3 or its chaperones HIRA and DAXX (Table 1) could potentially lead to disease (reviewed in detail in [52] ). Indeed, this is what is seen in solid pediatric high-grade gliomablastomas, chondrablastomas, and giant cell tumors of the bone (reviewed in [53, 54] ). A K27M mutation in H3.3 plays a dominant role in preventing the recruitment the polycomb complex [55] [56] [57] [58] . On the other hand, mutations of H3.3 G34 are associated with global DNA hypomethylation and subsequent gene misregulation [59] . These two mutations are almost exclusive to the H3f3a genes, whereas the K36M mutation is predominantly found in the H3f3b gene [60] . K27M and G34R/V are mutually exclusive in tumors [59, 61] . At the same time, knock-out of H3f3b results in ectopic CENP-A location [39] . This raises the intriguing possibility that histone H3 variants can co-opt a single ancestral pathway competitively, or cooperatively, leading to very different biological outcomes [62] . Thus, it is plausible that a regulatory link exists between each individual H3 variant and its respective chaperone, and this association might drive the choice of incorporation into specific genomic loci.
CENP-A
Where H3.1 and H3.3 only differ by five residues, the centromere-specific H3 variant CENP-A/cenH3 differs substantially, especially at the N-and C-terminus, α-N helix, and loop 1 region. These structural differences allow a CENP-A nucleosome to wrap only ~121 bp of DNA ( Figure 2C ), compared to ~147 bp for canonical nucleosomes [44] . In addition, the sequence of CENP-A loop 1 is hyper-variable and facilitates the rapid evolution of CENP-A [63, 64] , suppressing accumulation of selfish repetitive alpha satellite DNA, which could drive centromere expansion, resulting in unequal centromere strength during meiosis [63] .
The paradoxically (paradoxical because CENP-A function is conserved) fast evolution of CENP-A has made it the most diverged H3 histone variant, which is commonly found throughout the eukaryotic kingdom, excluding holocentric insects [65] and some or all kinetoplastids (unicellular flagellated eukaryotes) [66, 67] . The latter might not be surprising, since even kinetochore components in kinetoplastids are highly diverged from the other eukaryotes [68] , suggesting they may have evolved a different mechanism to faithfully segregate chromosomes during cell division. Phylogenetic analyses of CENP-A variants have not produced a rooted tree [6, 69, 70] , therefore it is unclear if CENP-A evolved once, or multiple times. Although CENP-A has an unclear evolutionary history, it does have a singularly well-defined function: it is the epigenetic mark of the centromere and is thought to encode unique structural features. Indeed, although this nucleosome has been extensively studied for nearly a decade, contradictory data suggest the existence of more than one nucleosomal conformation in vivo [48, 61, [71] [72] [73] [74] [75] . Even with purified components in vitro, CENP-A nucleosomes have been reported to display diverse behaviors, with budding yeast CENP-A being able to form stable octamers [76] , unstable octamers [77] , and hemisomal particles [78] . Similarly, the human CENP-A nucleosome can form relatively standard nucleosomal octamers [44, 73, 79] , whereas other reports suggest a compacted octamer based on a rigid CENP-A/H4 tetrameric core [80, 81] . Thus, using existing experimental tools, the CENP-A nucleosome displays complex dynamics. Therefore, definitive experimental confirmation of the different models will be required. Despite potential structural diversity of CENP-A's nucleosomal forms, its centromeric localization is guided by an exclusive class of chaperones, such as HJURP in human cells [45, 82] , and is regulated in a cell-cycle specific manner [46, 47, 72, [83] [84] [85] [86] [87] [88] , as well as by a cell-cycle regulated transcription of centromeres [89, 90] .
In contrast to centromeric CENP-A, CENP-A can also be targeted to ectopically incorporated lacO arrays [91] [92] [93] . In addition, artificially tagged and overexpressed CENP-A localizes ectopically to CTCF and transcription factor binding sites as a heterotypic CENP-A/H3.3 nucleosome [48] . Under wild type conditions, these sites are normally occupied by the transcriptionally coupled hybrid H3.3/H2A.Z nucleosomes [48] , which are unstable, and undergo high histone turnover [94] . In addition, in human cancer cells ectopically localized CENP-A nucleosomes are also found to be enriched at DNase I hypersensitive sites, transcription factor binding sites, and potential enhancers [62] . Thus, an emerging concept is that ectopic CENP-A assembly is linked to histone turnover, potentially driven by remodelers or the act of transcription [89, 90] . In the holocentric nematode Caernohabditis elegans, it was thought that CENP-A localization negatively correlates with regions transcribed in the germline [95] . Yet, recent analysis indicates that CENP-A nucleosomes localize to transcription factor binding hot spots in nematodes, which become occupied by transcription factors upon eviction of the CENP-A nucleosome [96] . Conversely, in human cell lines, it has been proposed that H3.3 serves as a placeholder for CENP-A during S phase when CENP-A is diluted because CENP-A nucleosomes are assembled only during early G1 [97] . Taken together, these data suggest an intricate interplay exists between transcriptional processes, CENP-A assembly, with an unexpected competition with H3.3 and transcription factor binding for the same DNA loci. The mechanism controlling the effect of transcriptional dynamics on CENP-A localization, at centromeres, or at ectopic loci, are key questions for future studies, especially focusing on the ability of ectopic CENP-A to promote or block gene regulation.
Natural duplication of CENP-A genes has also been found in some plants and animals. In the holocentric nematode C. elegans the duplicated CENP-A has adopted a meiosis-specific function [98] , whereas in legume species multiple copies of CENP-A correlate with multiple centromeric CENP-A foci [99, 100] . Coupled to artificial overexpressed CENP-A, which results in ectopic or non-centromeric CENP-A localization [48, 62] , overexpression of its chaperone HJURP also correlates with disease prognosis in gliomas [101] [102] [103] [104] , although it is unknown if overexpressed HJURP drives ectopic CENP-A localization. Finally, GFP-tagging tailswap CENP-A (H3 N-terminal tail attached to CENP-A histone fold domain) can lead to chromosome shattering in plants, a common feature of aggressive cancer in humans [105] . Overall, these observations argue for a model where CENP-A is selectively incorporated at the centromere, yet can spread beyond its centromere boundaries upon over-expression or mis-regulation.
To maintain CENP-A at the centromere, interactions with other CCAN proteins (constitutive centromere associated network) [106] are thought to be critical. One such protein is CENP-B, the only known centromeric protein to bind DNA in a sequence-specific manner. Recently it was shown that CENP-B forms a stable complex with CENP-A nucleosomes, in part through CENP-C [49, 107] , even though CENP-B knock-out mouse models only have mild phenotypes [108] [109] [110] [111] [112] . Although CENP-B binds the N-terminal tail of CENP-A [49] , it is unknown if specific PTMs direct or preclude this binding.
Whereas PTMs of H3 are conserved, and strongly associated with various chromatin states [15] , it is surprising that the N-terminal tail of CENP-A is extremely fast evolving, showing plasticity in both length and sequence composition [63, 69, 70] . Progress has been made in this area of CENP-A research, and several PTMs have been reported for CENP-A [46, 47, 72, [82] [83] [84] [85] [86] [87] [88] . For example, phosphorylation of S68 and mono-ubiquitinylation of K124 are required for CENP-A incorporation through HJURP [46, 47] . In addition, phosphorylation of S16 and S18 are important for faithful mitotic chromosome segregation [84] . Similar modifications have also been found in budding yeast [113] [114] [115] [116] . While the lack of sequence conservation of the CENP-A N-terminal tail makes it difficult to identify universal PTMs, a critical role for PTMs in regulating CENP-A chromatin throughout the cell cycle has become apparent and will undoubtedly be addressed in future studies.
Do CENP-A and H3.3 Compete for Chaperones?
As discussed above, ectopic CENP-A has been shown to form heterotypic CENP-A/H3.3 nucleosomes. The genomic loci where CENP-A/H3.3 nucleosomes are found are marked by active chromatin and high histone turnover [48] , a property that was shown in parallel to be conserved in normal and cancer human cell lines [62] . Excitingly, the crystal structure of this heterotypic nucleosome was recently resolved [117] , which showed that the physical properties of both CENP-A and H3.3 were retained in the hybrid nucleosome ( Figure 2D ). This nucleosome is thus inherently asymmetrical, with the two halves behaving independently of each other. Intriguingly, the hybrid nucleosome is thermally more stable than a homotypic CENP-A nucleosome, yet retains its capability to bind CENP-C in vitro [114] . An important implication of CENP-C binding is that CENP-A/H3.3 nucleosomes could conceivably attempt to form a kinetochore, with the key distinction being any resulting kinetochore would presumably assume an asymmetric state. Thus, the type of chromatin fiber formed, and consequent folding of such CENP-A/H3.3 arrays remains mysterious, as does altered stability at potential neocentromeres, and whether such neocentromeres would be weaker or more resilient than conventional centromeres. Another outstanding question is whether genomic sequence context could influence kinetochore formation on short or long arrays of CENP-A/H3.3 nucleosomes. The epigenetic inheritance of such arrays, with H3.1 assembled at S phase, H3.3 assembled throughout the cell cycle, and CENP-A normally assembled only in early G1, remains an exiting avenue of investigation. All of these new properties could potentially impact spindle attachments and response to tension. Finally, while the physiological role of arrays of CENP-A/H3.3 nucleosome remains unknown, it is plausible that within single CENP-A/H3.3 nucleosomes found at promoters and DNase I hypersensitive sites, increased external stability coupled to asymmetry in PTM information, might moderately impact transcriptional regulation of the underlying loci, driving competition with transcription factors and H3.3/H2A.Z nucleosomes.
For H3.3, two separate chaperone complexes are known to be responsible for it's deposition. HIRA is a major and critically important H3.3 chaperone, incorporating H3.3 in a replication-independent manner into actively transcribed genes [118, 119] . Meanwhile, ATRX/DAXX deposits H3.3 at telomeric and pericentric heterochromatin [118] , as well as interstitial heterochromatin, regulating imprinted alleles in embryonic stem cells [119] . Furthermore, HIRA-dependent H3.3 deposition at developmentally important promoters is required for H3K27me3 and subsequent recruitment of components of the polycomb complex [120] . Surprisingly, CENP-A can incorporate ectopically whilst bound to ATRX/DAXX, possibly as part of the previously reported hybrid H3.3 nucleosome [48, 62] , as well as using RbAp48/p55 complexes when phosphorylated at S68 [46, 51] .
These results above may explain a recent observation that knocking out of one of the H3.3 genes (H3f3b) in mice [39] also resulted in ectopic CENP-A localization. In H3f3b knock-out MEFs chromosomes frequently mis-segregate and the ectopic CENP-A nucleosomes are thought to contribute by forming ectopic kinetochores [39] . We speculate that perhaps, both H3.3 and CENP-A compete for DAXX, but under normal stoichiometry DAXX preferentially binds H3.3/H4 because of its greater affinity thereby outcompeting CENP-A qualitatively and qualitatively (Figure 3) . Under conditions where H3.3 (H3f3b) is depleted or CENP-A is overexpressed, DAXX may bind CENP-A and facilitates its ectopic incorporation as both homotypic CENP-A/CENP-A nucleosomes and heterotypic CENP-A/H3.3 nucleosomes. The implication of competition, or unwitting cooperation, between histone variants and chaperones is thus an unexplored yet highly promising avenue in chromosome cancer biology. Normally CENP-A is directed to the centromere by its dedicated chaperone HJURP via a tightly regulated pathway (see text), whereas H3.3 is incorporated in various locations on the genome by its chaperones HIRA and ATRX/DAXX. HIRA directs H3.3 to chromatin and is required for establishing H3K27me3 at promoters of developmentally regulated genes in embryonic stem cells via the polycomb complex [120] as well as active genes [121, 122] . On the other hand, ATRX/DAXX directs H3.3 to pericentric, subtelomeric, and interstitial heterochromatin [33, 119] . In mice, H3.3 is encoded by two genes (H3f3a and H3f3b). Knock-out of H3f3b results in ectopic localization of CENP-A [39] . Overexpression of CENP-A also results in ectopic localization in human cell lines. In the latter case CENP-A is predominantly incorporated as a heterotypic CENP-A/H3.3 nucleosome via ATRX/DAXX chaperones [48] . These observations argue for a model where each gene product goes to specific sites in the genomes based on its association with each specific chaperone.
H2A.Z
Besides the various H3 variants, H2A also has histone variants. H2A.Z is only ~60% similar to H2A [20] and replaces H2A at sites flanking promoters of genes. H2A.Z nucleosomes exhibit rapid, replication-independent turnover [123] . Compared to canonical nucleosomes, H2A.Z nucleosomes is structurally very similar, albeit less stable at the interaction between the H2A.Z/H2B dimer and (H3/H4)2 tetramer [21] . The acidic patch on the surface of the nucleosome contains two additional residues ( Figure 2E ), which make contact with the H4 tail from neighboring nucleosomes [22] . The H2A.Z acidic patch also stimulates remodeling activity with the ISWI ATP-dependent remodeler [23, 123] . Through this stimulation, H2A.Z is physically implicated in transcription, DNA repair, chromosome cohesion, centromere structure, and in maintaining heterochromatin and pericentric boundaries [24] [25] [26] 124, 125] . Finally, in it's acetylated form, H2A.Z is predominantly found around transcription start sites [126, 127] , coupled with H3.3 containing acetylated K122. Cumulatively, it is thought that H3.3/H2A.Z hybrid nucleosomes are intrinsically unstable, which may facilitate rapid nucleosome eviction [90, 128, 129] .
H2A.Z is commonly found across the eukaryotic domain (with the exception of dinoflagellates) and limited phylogenetic analyses suggest a single evolutionary origin [6, 130] . Yet, in some species, a single H2A variant performs the role of H2A.X and H2A.Z, such as H2A.V in Drosophila melanogaster [22, 23] . Nevertheless, H2A.Z is essential in Tetrahymena, fruit flies, and mice [131] [132] [133] [134] [135] . Unlike H2A, H2A.Z is constitutively expressed throughout the cell cycle, however it only makes up a small portion (~10%) of the total H2A pool in the cell [136] . Despite its relatively low abundance, its importance in various cellular processes has been shown [24] [25] [26] 124, 125] .
Because of its relative low abundance, precise positioning of H2A.Z is expected, and indeed positioning of H2A.Z nucleosomes is a highly regulated process and recent work has shed light on multiple mechanisms that cooperate to ensure proper positioning of this important variant. For many years, it has been known that H2A.Z is enriched at eukaryotic promoters, specifically at the +1 and −1 nucleosomes flanking the nucleosome free regions associated with RNA pol II-transcribed genes [137] [138] [139] . H2A.Z incorporation at sites flanking the nucleosome free region relies on the conserved Swr1 complex. How targeting specificity was achieved was unknown until recent work showed that, in vitro, the Swr1 complex specifically binds to long nucleosome-free DNA commonly found at gene promoters [140] . Interestingly, the Swr1 complex subunit Swc2 may play multiple roles in H2A.Z regulation by serving as the DNA binding component targeting Swr1 to nucleosome free regions as well as binding H2A.Z nucleosomes and acting as a molecular lock that prevents its exchange for H2A [141] . In this way, H2A.Z can be maintained at nucleosomes flanking the nucleosome free region at promoters and allow for proper regulation of transcription. Recent work in Drosophila has shown that the presence of H2A.Z at the +1 nucleosome can reduce RNA pol II stalling by decreasing the barrier to transcription progression, thus facilitating gene expression [142] .
In addition to the mechanisms regulating deposition of H2A.Z in the genome, new data has uncovered a number of pathways responsible for catalyzing the exchange of H2A.Z for H2A. In contrast to the Swr1 complex's well-known role in depositing H2A.Z, evidence suggests that H3K56Ac within the H2A.Z nucleosome can lead to Swr1 mediated removal of H2A.Z [141] . Furthermore, the human ANP32E protein, a member of the P400/TIP-60 histone exchange complex, has been implicated in the selective removal of H2A.Z from the transcription start site and enhancer regions [143] . In budding yeast the activity of the H2A chaperones FACT and Spt6 are necessary to prevent mis-incorporation of H2A.Z within gene bodies, suggesting that depletion of canonical histones may lead to promiscuous incorporation of H2A.Z, since the Swr1 complex favors nucleosome free regions [144] . Thus the incorporation of H2A.Z into specific regions of chromatin is tightly regulated, providing strong evidence for the "selective model" (Figure 1 ).
The localization of H2A.Z could be dynamic, changing throughout the cell cycle. For instance, in mouse trophoblast stem cells, H2A.Z is lost from gene promoters and relocalizes to the centromere upon entry into mitosis [145] . Once at the centromere, it is involved in organizing the 3D structure of centromeric chromatin and has been shown to form distinct domains containing either H3K4me2 or H3K9me3 [25] . Unlike mammalian cells, H2A.Z in fission yeast is excluded from centromeric chromatin and is thought to have a role in preventing stable incorporation of the CENP-A at ectopic sites [27, 146] . Interestingly, even though its role may differ in these organisms, knockdown of H2A.Z leads to defects in chromosome segregation including lagging chromosomes and chromosome bridges in both mice and fission yeast [147, 148] . However, in budding yeast acetylation of H2A.Z is essential for cohesion of sister chromatids during mitosis [125] . Thus, the mechanisms controlling the dynamic localization of H2A.Z throughout the cell cycle and its precise role at the centromere during mitosis are key questions to be addressed in future studies.
macroH2A
Whereas H2A.Z is associated with active transcription, macroH2A was initially discovered on the inactivated X chromosome in female cells [149] . MacroH2A is characterized by the presence of a large (~30 kDa) C-terminal macro domain connected to H2A-like histone fold domain via a short, flexible linker that protrudes from the nucleosome core [150] . The primary structural difference between canonical nucleosome and macroH2A nucleosomes ( Figure 2F ) resides in the loop 1-loop 1 interface, which is less flexible and more hydrophobic. These structural features support the correlation between macroH2A and silenced chromatin. In addition, HDACs physically interact with the macro domain of macroH2A [150] . A hallmark of silenced chromatin is limited turnover rate of nucleosomes [151] ; it is therefore possible that macroH2A's half-life is long compared to canonical H2A, creating a stably incorporated nucleosome facilitating silenced chromatin.
Phylogenetic distribution of macroH2A is non-uniform, as macroH2A is found in some basal metazoan species and craniates, but missing in insects, nematodes, and tunicates [69] . A H2A variant functionally similar to macroH2A, albeit without the macro domain, might exist in plants as well [152] . In mice and humans there are two genes that encode for macroH2A: macroH2A1 and macroH2A2, with macroH2A1 being the most abundant variant. In addition, macroH2A1 has two isoforms, differing by the alternative use of a single exon, creating two isoforms with distinct functional differences. Only macroH2A1.1 can bind polymeric and monomeric ADP-ribose as well as O-acetyl ADP-ribose [153, 154] and is regulated by PARP1 [155, 156] . Through the recruitment of PARP1, macroH2A1.1 promotes the CEBP-mediated acetylation of H2B at residues K12 and K120, either positively or negatively regulating the expression of macroH2A1-target genes [157] . Furthermore, in a recent study, chromatin immunoprecipitation coupled with transcriptional profiling showed that macroH2A1 occupies promoters of both expressed and repressed genes [158] . Puzzlingly, at expressed genes, macroH2A1 masks repressor-binding sites, whereas at repressed genes macroH2A masks activator-binding sites. How macroH2A can enact dichotomous functions remains to be determined. The chaperone depositing macroH2A at the X chromosome, the timing of macroH2A assembly, the remodeler which effects its removal, and whether macroH2A can be stably inherited after replication, all remain unsolved mysteries.
One clue comes from macroH2A localization at senescence-associated heterochromatin foci, where HIRA and ASF1a [159] appear to deposit macroH2A. As noted previously, HIRA and ASF1a are also responsible for H3.3 deposition at actively transcribed genes [118, 119] . Thus, whether these chaperones are bona fide macroH2A chaperones or represent a situation similar to CENP-A (which exploits DAXX under specific conditions) remains to be determined. Nevertheless, macroH2A is not an essential histone variant, because a double knock-out of both macroH2A genes in mice does not result in death, despite impaired pre-and postnatal growth in addition to male reproductive impairments [18] . Altogether, the role of macroH2A in heterochromatin formation and enhancer regulation might be important, yet redundant, with alternative mechanisms contributing to similar functions.
Finally, in cancer cells, a switch in the expression from PARP1-regulated macroH2A1.1 to PARP1-insensitive macroH2A1.2 is observed [160, 161] . Indeed, restoration of macroH2A1.1 expression in melanoma cell lines limits the proliferation capacity of malignant melanomas [162] . MacroH2A1.1 is also a target for PARP1, which in turn is a common target for cancer drug development, because of PARP-1's involvement in many cellular activities including DNA repair and transcription factor regulation [163] [164] [165] . By removing macroH2A1.1, cancer cells transform their macroH2A1.2-associated silenced chromatin to a chromatin state more similar to the inactivated X chromosome. Thus, it is imperative to figure out how a cell switches from one macroH2A isoform to another for developing potential future cancer treatments focusing on histone variants.
Evolution of Histone Variants
Dramatic chromatin rearrangements and mis-regulation of histone variants [61, 166, 167] are a feature of cancer cells [168] . Mis-regulated histone variants, resulting in increased quantity of its gene product, might be incorporated through an ancestral assembly pathway, facilitating the cancer phenotype. In addition, unique solutions for generating specific chromatin states, for instance, how holocentric insects create functional kinetochore in the absence of CENP-A and CENP-C [64] , might provide insights into innovative pathways that have evolved to deal with the same mechanical and structural problems involved in chromosome segregation.
It is therefore of interest to understand when histone variants and their chaperones arose during evolution. The vast majority of eukaryotes wrap their DNA around nucleosomes, except for dinoflagellates, which wrap their genomes loosely around histone-like protein of bacterial origin [169] [170] [171] . It is thought that the building blocks of nucleosomes predate the eukaryotic domain [34, 35, 172] , as archaea have histone-like proteins called Hmfs. These Hmfs are structurally similar to histone proteins [173] and wrap ~70 bp of DNA in a right-handed and left-handed tetrameric nucleosome [174] , but lack a Nor C-terminal tail [175] , characteristic for eukaryotic histone proteins. Nevertheless, all known eukaryotic histones have N-terminal tails and some histone PTMs are thought to be conserved [34] arguing for the coevolution of histone modifying enzymes and histones. In addition, another constraining factor in histone evolution could be the co-evolution of histones with transcription factors (reviewed in [176] ) and with their chaperones [177] , potentially facilitating the evolution of an intricate framework for regulation of gene transcription and specialized chromatin states. How histone variants and their regulatory pathways have evolved is relevant for understanding how cancer cells can escape mis-regulation by mutations in histones, their variants, and their chaperones.
Conclusions and Future Perspectives
Why and how do histone variants localize to sites where they are found? Here, we describe the emergence of a complex picture in which some histone variants are opportunistic and localize where space becomes available (for example, H3.3 in transcribed regions and senescent cells), whereas other variants are primarily limited to a specific locus (for example, CENP-A localization to the centromere and H2A.Z at the −1 and +1 nucleosome around the transcription start site) (Figure 1 ). In the case of CENP-A, its selective localization seems to be determined, at least in part, by its unique chaperone HJURP. Yet, when one of the H3.3 genes is knocked out or CENP-A is overexpressed, CENP-A effortlessly occupies ectopic sites. Furthermore, mis-regulation of any of the histone variants and their respective chaperones is correlated with cancer progression. Many questions remain unanswered. First, how are histone chaperones regulated? Second, is there competition between histone variants for specific chaperones driven by relative affinities? Third, is there a role for histone variants in terminally differentiated cells, as documented in a recent study in mice which showed a role for the exchange of H2A.Z from promoter regions of neural genes involved in memory consolidation of fear [178] . Fourth, how are histone variants specifically removed from and re-incorporated in chromatin? Fifth, although most of genomic DNA exists in its B configuration, other non-B DNA structures exist, yet little is known about any association with specific histone variants. Do histone variants facilitate the stabilization of non-B-DNA structures [179] ? Does mis-regulation or mutation of histone variants simply correlate with, or mechanistically cause or accelerate human disease [179, 180] ? Finally, the evolution of chromatin coincides with the evolution of transcriptional regulation (reviewed in [176] ). Deciphering how this co-evolution created the various histone assembly pathways will provide important evolutionary insight in how chromatin has evolved as a whole, and reveal the constraints under which histone variants and their respective chaperones function. Answering all these questions will contribute to a more complete conceptual framework of how the genome is regulated.
